[Abstract] Bone is one of common metastasis sites for many types of cancer. In bone metastatic microenvironment, tumor-bone interactions play a significant role in the regulation of osteolytic or osteoblastic bone metastasis. In order to investigate the direct interaction between tumor cells and bone tissue, it is essential to generate appropriate animal models that mimic the behavior of tumor cells in Calvarial implantation model (bone invasion model) was originally established by Mitsuru Futakuchi and his colleagues [Lynch et al., 2005] . This model accurately recapitulates the behavior of various tumor cells (e.g., rat prostate cancer cells [Lynch et al., 2005] , murine breast cancer cells [Wilson et al., 2008] , etc.) in bone metastatic microenvironment. In addition, surgical technique required for the
implantation of tumor cells is simpler than intracardiac, intra-arterial or intraosseous injection techniques.
On the other hand, this model has a couple of limitations. It does not represent the metastasis process from primary organs to bone. Besides, calvaria is not a typical metastasis site for most of cancers. 5. Insert the injection needle from the same skin hole and inject 100 µl (3 x 10 6 cells) of the cell suspension over the calvarial bone ( Figure 2C ).
6. After pulling the needle out, pinch the injection hole with fingers for about 30 sec until Matrigel polymerizes into a solid gel ( Figures 2D and 2E ).
